Supplementary methods

Tumor cell isolation in detail
Tumor tissues were cut into small (3-5 mm) pieces and collected in gentleMACS Ctubes (Miltenyi Biotec) containing PBS and Collagenase B 2 mg/mL (Roche). C-tubes were then connected to the gentleMACS dissociator and tumor dissociation was run with the program for human tumor number 1. Minced tumors were incubated in the Ctubes using a MACSmix Tube Rotator (Milteny Biotec) under continuous rotation for one hour at 37°C. Following incubation, a second dissociation step was performed on the gentleMACS using the human tumor program number 2. The resulting single cell suspension was then filtered through a 70 µm cell strainer and centrifuged at 300g for 5 min. Red blood cells were lysed using ammonium chloride solution (Stemcell Technologies) and cells were then transferred to ultra-low attachment flasks (Corning, Acton, MA, USA) with CSC media.
Immunohistochemistry (IHC)
After deparaffinization and rehydration, sections were pretreated with low pH retrieval solution (Dako, Vienna, Austria) for 10 min in the microwave. Glycerinaldehyd-3-phosphat-Dehydrogenase (GAPDH) and TATA-Box Binding Protein (TBP) were determined as appropriate reference genes using the geNorm module in qBase plus and were used to normalize gene expression levels. The gene expression levels in spheres were compared to expression in adherent cells. Primers are summarized in the Supplementary Table S3 .
Copy number profiling in detail
Depending on the DNA concentrations, 50-100 ng of DNA from sorted cell fractions and 1-2 µg of DNA from tumor samples were fragmented in 130 µL using the Covaris System (Covaris, Woburn, MA, USA were counted and normalized by the total number of reads. The read counts were further normalized according to the GC-content using LOWESS-statistics. In order to avoid position effects, the sequencing data were normalized with GC-normalized read counts of a set of 30 non-malignant control samples 2 . Subsequently, segments of similar copy-number values were generated by applying circular binary segmentation and gain and loss analysis of DNA. For each segment, a z-score was calculated, that compared GC-corrected read counts for samples and controls 2 .
Authentication of cell populations
In order to verify the same origin of different cell populations, passages and tumor samples, STR profiling and analysis of mitochondrial DNA (mtDNA) was performed.
Mitochondrial genomic sequences were extracted from whole genome sequencing data obtain from the copy number profiling assay and haplotypes were compared for each sample. For STR analysis 0.7 ng of extracted DNA were amplified with the PowerPlex 16HS System (Promega, Mannheim, Germany) according to manufacturer´s instruction on a thermocycler MyCycler (Biorad, Vienna, Austria). In 6 this analysis 16 STR loci can be evaluated such as Penta E, D18S51, D21S11, TH01, D3S1358, FGA, TPOX, D8S1179, vWA, Amelogenin, Penta D, CSF1PO, D16S539, D7S820, D13S317 and D5S818. The amplified fragments were detected with a capillary electrophoresis on the 3730 Genetic Analyzer (Applied Biosystem, Vienna, Austria). 
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